A procedure has been devised by which large numbers of ascospore isolates may be obtained from yeasts without the use of a micromanipulator and auxiliary costly laboratory equipment or a need for the exacting skills which such tools require. The procedure is being continually applied in this laboratory to the genus Hansenula. Some Were a stable diploid desired for industrial purposes, it should be a relatively simple task to obtain, by selection, a nonsporulating diploid colony isolate.
Example. Opposite mating types, Y-2167 and Y-2168, were mixed on sporulation medium. When numerous conjugations were present, but before many ascospores had been formed, the culture was streaked on plates of yeast extractmalt extract agar. Four of the largest colonies were transferred directly to slants of malt extract agar (sporulation medium). Colony isolate-2 on the sporulation medium produced 30 to 40 per cent ascopores. The asci were formed exclusively from diploid cells, and there were no conjugations. Colony isolate-2 from the sporulation slant was streaked on plates, and four colonies were picked and then sporulated. Colony isolate-24 produced 50 to 60 per cent ascospores at 3 days of incubation. It was entirely diploid. This isolate also sporulated well on malt extract-yeast extract agar on which it had been grown with the intention of lyophilising it. If a sporulated culture were lyophilized and subsequently subcultured, some of the ascospores would germinate to give cultures which were no longer purely diploid. Therefore, colony isolate-2-4 was streaked on plates, each colony selected was put on both sporulation and on vegetative media, and the malt extract-yeast extract slants were put in the refrigerator immediately after inoculation. The malt extract agar slants were incubated at 25 C, and at 3 days colony isolate-2-44 showed 50 to 70 per cent sporulation with the asci formed exclusively from diploid cells. Then the refrigerated slant of colony isolate-244 was taken from the refrigerator, incubated at 28 C for 24 hours, observed microscopically for the absence of ascospores, and then lyophilized.
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